G-E. Digestion of 0.5-2 nmol of transcript was carried out using S1 nuclease for two hours at 37 °C, and was followed by dephosphorylation with alkaline phosphatase for two hours at 37°C. The ribonucleoside mixture obtained was analyzed by reverse-phase analytical HPLC, using a mobile phase of 0-6% acetonitrile (0.1% formic acid) in water (0.1% formic acid) over 12 min; flow rate 1 mL/min. Detection wavelengths are listed. 2' ) with UV light at 254 nm (on TLC plate) and 302 nm (PL). The reaction was resolved by gel electrophoresis on a denaturing 8% polyacrylamide gel. The isolated yields for th G-pbuE compared to pbuE was 54%, with an average of each of the fourteen th GTP incorporations was 95%.
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Figure S10: a) The mixture of nucleosides used as a standard. This is shown in both panels to compare to the natural and modified transcripts. b) Digestion results of transcript pbuE and thG-pbuE. Digestion of 0.3 nmol of transcript was carried out using S1 nuclease for two hours at 37 °C, and was followed by dephosphorylation with alkaline phosphatase for two hours at 37°C. The ribonucleoside mixture obtained was analyzed by reverse-phase analytical HPLC, using a mobile phase of 0-5% acetonitrile (0.1% formic acid) in water (0.1% formic acid) over 10 min; flow rate 1 mL/min. Detection wavelengths are listed.
